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Stressful life events during childhood and adolescence are important risk factors for the development of
psychopathologies later in life. The corticotropin releasing hormone (CRH) and the CRH receptor 1
(CRHR1) have been implicated in the link between early life adversity and adult anxiety and depression,
with rodent studies identifying the very early postnatal period as highly susceptible to this programming.
Here, we investigated whether stress exposure during the peripubertal period e comprising juvenility
and puberty e is effective in inducing long-lasting changes in the expression of CRHR1 and CRHR2 in the
hippocampus and amygdala, and whether treating animals with a CRHR1 antagonist following stress
exposure could reverse behavioral alterations induced by peripuberty stress. We show that peripuberty
stress leads to enhanced expression of the Crhr1, but not Crhr2, gene in the hippocampal CA1 and the
central nucleus of the amygdala, in association with social deﬁcits in the social exploration test and
increased stress-coping behaviors in the forced swim test. Treatment with the CRHR1 antagonist
NBI30775 (10 mg/kg) daily for 1 week (from P43 to P49), immediately following peripuberty stress
exposure, prevented the occurrence of those psychopathological behaviors at adulthood. These ﬁndings
highlight peripuberty as a period of plasticity for the enduring modulation of the CRHR1 system and
support a growing body of data implicating the CRHR1 system in the programming effects of early life
stress on eventual psychopathology. They also support recent evidence indicating that temporarily
tackling CRHR1 during development might represent a therapeutic opportunity to correct behavioral
trajectories linking early stress to adult psychopathology.
 2014 Elsevier Ltd. All rights reserved.1. Introduction
Corticotropin releasing hormone (CRH) is critically implicated in
the regulation of the physiological stress response and in the
development of stress-related psychopathological behaviors
(Steckler and Holsboer, 1999; Risbrough and Stein, 2006; Holsboer
and Ising, 2008; Mathew et al., 2008; Binder and Nemeroff, 2010)
including those induced by early adversity (Coplan et al., 1996;
Nemeroff, 2004; Heim et al., 2008). The CRH family comprises
several ligands (CRH and urocortins 1, 2 and 3) and two receptors,
CRH receptor 1 (CRHR1, to which CRH and urocortin 1 bind pref-
erentially) and the CRH receptor 2 (CRHR2), both present in the
hypothalamus as well as in limbic brain areas including the
amygdala and hippocampus (Binder and Nemeroff, 2010). In addi-
tion to its key role in modulating peripheral responses through the
activation of the hypothalamusepituitaryeadrenal (HPA) axis, theCRH/CRHR1 system plays a critical role in mediating some types of
anxiety and depression responses (Dunn and Berridge, 1990;
Contarino et al., 1999; Steckler and Holsboer, 1999; Muller et al.,
2003; Muller and Wurst, 2004; Todorovic et al., 2005; Ivy et al.,
2010; Wang et al., 2012). Application of CRHR1 antagonists exerts
anxiolytic and antidepressant-like effects in animals with high
levels of anxiety and in animals that have been pre-exposed to
stressors (Keck et al., 2001; Lancel et al., 2002; Sandi et al., 2008).
In rodents, early life stress e induced during the very early
postnatal period by either maternal separation or unstable
maternal care e was found to lead to increased anxiety-like be-
haviors and cognitive deﬁcits in association with increased central
CRH and CRHR1 expression (Plotsky et al., 2005; Fenoglio et al.,
2006; Ivy et al., 2010; Wang et al., 2011, 2012). Manipulation of
the CRHR1 system during development during the aftermath of
early life stress exposure was found to prevent some of the long-
term behavioral alterations observed at adulthood. Thus, in a
model of unstable maternal care, either the administration of a
CRHR1 antagonist in the developmental period following the
maternal stress manipulation (Ivy et al., 2010) or a conditional
Fig. 1. Layout of the general experimental design: stressors were applied during the
peripuberty period in both experiments 1 and 2. In experiment 1 (shown in upper
panel), at adulthood (P90þ), animals were sacriﬁced under basal condition and the
brains were later utilized for gene expression study. In experiment 2 (shown in the
lower panel), animals (both control and peripubertal stress) were injected (i.p.; vehicle
or NBI30775) from P43 to P49. In adulthood (P90þ), batteries of behavioral tests were
performed in the order shown in the schematic.
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has elapsed (Wang et al., 2011, 2012) were found to prevent the
emergence of anxiogenic effects and cognitive impairments
induced by unstable maternal care. These ﬁndings suggest that
early interventions tackling the CRHR1 system following exposure
to early life stress might be an effective approach to prevent the
incidence of psychopathologies in later life. However, so far, these
studies have involved very early stress manipulations occurring
within the ﬁrst two weeks of postnatal life and there is no infor-
mation regarding the involvement of the CRHR1 system and the
potential therapeutic value of CRHR1-targeted treatments when
stress exposure takes place slightly later in development.
In fact, stress during childhood and puberty e termed hereafter
as the peripubertal period e has been associated with psychopa-
thology later in life (Heim and Nemeroff, 2001; Watt et al., 2009).
The peripubertal period is a biological transitional phase involving
adaptations in hormonal systems and neural circuits, including
those related to stress and the development of emotionality (Spear,
2009; Romeo, 2010). In our lab, exposure of rats to stressful expe-
riences (e.g., synthetic fox odor and exposure to an elevated plat-
form) on scattered days during the peripuberty period (P28eP30,
P34, P36, P40 and P42) was found to induce long-lasting effects on
anxiety and stress-coping behaviors, including deﬁcits in social
behaviors (Toledo-Rodriguez and Sandi, 2011; Cordero et al., 2012;
Marquez et al., 2013), as well as changes in metabolic responses in
limbic brain regions including the hippocampus and the amygdala
(Toledo-Rodriguez et al., 2012; Marquez et al., 2013). Here, we
sought to investigate whether peripuberty stress would lead to
alterations in the CRH system in limbic areas and whether phar-
macological treatment with a CRHR1 antagonist during the im-
mediate post-stress developmental period (i.e., adolescence) would
reverse the long-term behavioral consequences of peripuberty
stress.
2. Materials and methods
2.1. Animals
The study was conducted on male offspring of Wistar Han rats
purchased from Charles River Laboratories, France, and bred in our
animal house. After weaning at postnatal day P21, male rats from
different litters were mixed throughout the different home cages
(three per cage). Equivalent numbers of animals from each litter
were placed in four groups (see below) and the placement of sib-
lings within the same home cage was avoided. All animals were
kept in constant conditions of humidity and temperature
(221 C)with a 12-h lightedark cycle (lights on at 7:00 AM). Food
and water were available ad libitum. All the procedures described
were conducted in conformity with Swiss National Institutional
Guidelines on Animal Experimentation and approved through a
license granted by the Swiss Cantonal Veterinary Ofﬁce Committee
for Animal Experimentation.
2.2. Experimental design
Two experiments were performed (see experimental design in
Fig. 1). The ﬁrst one was conducted to evaluate the long-term
consequences of peripuberty stress in the expression levels of
CRHR1 and CRHR2 in the hippocampus and amygdala at adulthood.
At adulthood, control and peripuberty stressed animals were
decapitated under basal conditions. After decapitation, the brains
were fast frozen in isopentane and then stored at 80 C. The
dissection of the different hippocampal subregions [dentate gyrus
(DG), CA1 and CA3] and amygdala nuclei [central amygdala (CeA)
and basolateral amygdale (BLA)] for gene expression analyses wasperformed by tissue punching in 200 mm slices sectioned on
cryostat.
The second experiment was performed to investigate the po-
tential efﬁcacy of treatment with the CRHR1 antagonist, NBI30775,
during adolescence to counteract long-term behavioral alterations
induced by peripuberty stress. We followed a 2 2 experimental
design, with Stress and Drug as factors, which led to the following
four groups: (1) Control-Vehicle, (2) Control-NBI30775, (3) Stress-
Vehicle, and (4) Stress-NBI30775. Drug treatment was given
intraperitoneally (i.p.) and daily from postnatal day P43 to P49. At
adulthood, all animals were tested for anxiety-like and stress-
coping behaviors, which included the elevated plus maze task;
the social preference test, and the forced swim test. A residente
intruder test was also included but due to the corruption of a large
number of video recordings of the encounters, data from the resi-
denteintruder task are not included here. The minimum time
elapsed between tests was 1 week.
2.3. Peripuberty stress paradigm
This protocol is based on exposure to fear-induction procedures
(Marquez et al., 2013). Following exposure to an open ﬁeld for
5 min on P28, the stress protocol consisted of presenting two
different fear-inducing stressors (each one lasting 25 min): (1)
exposure to the synthetic fox odor trimethylthiazoline (9 ml) (Phero
Tech Inc., Delta, BC, Canada) released through a small cloth, in a
plastic box (38 cm length, 27.5 cm width and 31 cm height) placed
under a bright light (210e250 lx); and (2) exposure to an elevated
platform (12  12 cm, elevated 95 cm from the ground) under
direct bright light (470e500 lx). Following each stress session, the
animals were returned to their home cages where, for 15 min, a
transparent Plexiglas wall with holes separated each animal. The
stressors were applied during the peripubertal period (a total of 7
days across postnatal day P28 to P42, i.e., on P28eP30, P34, P36,
P40 and P42); during the light phase; and according to a variable
schedule. The order and timing of the stressors were changed on
different days. On some stress days, only one stressor was pre-
sented, while on other days, the two stressors were given consec-
utively. The control animals were handled on the days that their
experimental counterparts were exposed to stress.
2.4. CRHR1 and CRHR2 mRNA analyses
Total RNA was isolated using the RNAqueous Micro kit
(Ambion) and cDNAwas synthesized using the Superscript VILO kit
(Life Technologies) according to the supplier’s recommendations.
For quantitative PCR, PCR reactions were performed in triplicate
Fig. 2. Impact of peripubertal stress on Crhr1 gene expression in various hippocampal
areas [CA1 (A), CA3 (B) and DG (C)] and amygdala nuclei [BLA (D) and CeA (E)]. The
relative mRNA quantity of Crhr1 was signiﬁcantly different between control and PPS in
CA1 (A) and CeA (E). *p < 0.05. PPS, peripubertal stress. N ¼ 6e9/group.
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Prism 7900 Sequence Detection system (Applied Biosystems). Two
genes were used as internal controls: gamma-actin (actg1) and
eukaryotic elongation factor-1 (eef1). Crhr1 and Crhr2 primers were
designed using the Assay Design Center software from Roche
Applied Science. The primer sequences are provided in Table S1.
Gene expression was analyzed with qBase 1.3.5 software using the
comparative cycle threshold method (Livak and Schmittgen, 2001).
2.5. Drug administration
The CRHR1 antagonist NBI30775 was a gift from Neurocrine Inc.
It was administered intraperitoneally (i.p.) at 10 mg/kg in 4% v/v
dimethyl-sulfoxide/0.5% w/v methocellulose (Sandi et al., 2008)
daily from P43 to P49. The corresponding vehicle treatment was
administered to control animals on the same days and times.
2.6. Elevated plus maze
Anxiety levels were evaluated using the elevated plus maze
(EPM) test (Pellow and File, 1986). Brieﬂy, the test consists of two
opposing open arms (50  10 cm) perpendicular to two enclosed
arms (50  10  50 cm) that extend from a central platform
(10  10 cm), elevated 65 cm above the ﬂoor. The rats were placed
individually on the central platform facing a closed arm and
allowed to explore the maze for 5 min. Their behavior was moni-
tored using a video camera and analyzed with a computerized
tracking system (Ethovision 3.1.16, Noldus IT, The Netherlands). The
percent time spent and the number (frequency) of entries in the
center, open and closed arms were recorded. The entire apparatus
was cleaned (with 1% acetic acid solution) and dried between each
test.
2.7. Sociability test
The sociability test was adapted from the protocol described by
Crawley and collaborators to investigate social afﬁliation in male
mice (Moy et al., 2004). The test was carried out in a rectangular,
three-chambered gray opaque polycarbonate box (a center
20  35 35 cm; a left and a right compartment 30  35 35 cm).
Dividing walls had retractable doorways allowing access to each
chamber. Left and right compartments contained a central Plexiglas
cylinder (15 cm diameter), transparent and with small holes, where
either a social (unfamiliar juvenile rat around 34 days old) or a non-
social stimulus (yellow plastic bottle) was placed. The cylinder
permits visual, tactile, auditory and olfactory communication. The
juvenile rats used as social stimuli were ﬁrst habituated to the
three-chambered apparatus by placing them individually in the box
within the Plexiglas cylinder for 10 min during the 3 consecutive
days preceding the social test.
On testing day, the experimental rat was ﬁrst placed in the
middle chamber and allowed to explore for 5 min. The doorways
into the two side chambers were closed during this habituation
phase. After the habituation period, the unfamiliar juvenile was
placed in one of the side chambers and the object on the other side.
The location of the juvenile and the object in the left vs. right side
chamber was counterbalanced. Next, both doors to the side
chambers were carefully removed and the subject rat was allowed
to explore the entire apparatus for a 10 min session. The session
was video-recorded and the time spent snifﬁng each cylinder was
manually scored by an experimenter blind to treatments to eval-
uate the level of preference for the unfamiliar juvenile compared to
the object. A rat’s exploration of object or juvenile conspeciﬁc
(snifﬁng behavior) was deﬁned by nose proximity to the cylinders
at a distance less than 2 cm with the nose oriented toward thecylinders’ contents (i.e. juvenile or object) as detected by a
computerized tracking system (Ethovision 3.1.16, Noldus IT, The
Netherlands) and conﬁrmed with a computer software (Clicker,
EPFL, Switzerland) by an experimenter unaware of animals’ treat-
ments. The entire apparatus was cleaned (with 1% acetic acid so-
lution) and dried between each test.
2.8. Forced swim test
Rats were subjected to a forced swim test to evaluate stress-
coping behavior (Porsolt et al., 1977) following the same condi-
tions as in our previous study (Marquez et al., 2013). Brieﬂy, ani-
mals were individually placed in a plastic beaker (25 cm diameter,
46 cm deep) containing 30 cm of water (25 C) in two sessions. The
ﬁrst one lasted 15 min and the second one, performed 24 h later,
lasted 5 min. Behavior was recorded with a video camera and the
time spent ﬂoating (i.e., immobile with only those movements
necessary to keep the snout above water) was quantiﬁed by an
experimenter unaware of animals’ treatments using a computer
software (Clicker, EPFL, Switzerland).
2.9. Statistics
The SPSS 14.0 (SPSS, Chicago, IL) statistical package was used for
statistical analyses. Results are expressed as the mean  standard
error of the mean. Data of animals with mean value beyond 3
standard deviations (SDs) from its respective group mean were
removed from further analyses. Student’s t-tests were performed
between control and stress groups to assess differences in gene
expression in speciﬁc brain regions. Data from Experiment 2 were
analyzed using two-way ANOVAwith Stress (control vs. stress) and
Drug (vehicle vs. NBI30775) as factors. Post hoc analyses involved
Student’s t-tests as appropriate. Signiﬁcance was set at p < 0.05.
3. Results
3.1. Peripuberty stress leads to increased Crhr1 expression in
hippocampal CA1 and central nucleus of the amygdala
Student’s t-tests revealed higher expression of Crhr1 mRNA in
the CA1 subﬁeld of the hippocampus in peripuberty stress animals
as compared to controls (Fig. 2A; t¼2.24, df¼ 14, p< 0.05), while
no signiﬁcant changes were observed in the CA3 (Fig. 2B; t¼0.55,
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p ¼ n.s.). In the amygdala, Student’s t-tests indicated no effect of
peripuberty stress on Crhr1 mRNA expression in the basolateral
amygdala (Fig. 2D; t ¼ 0.20, df ¼ 12, p ¼ n.s.), but a signiﬁcant in-
crease in the central nucleus of the amygdala (Fig. 2E; t ¼ 2.44,
df ¼ 12, p < 0.05). No difference between groups was found for
Crhr2 mRNA expression in any of the analyzed hippocampal sub-
ﬁelds or amygdala nuclei (Table S2).
3.2. Post-stress treatment with the CRHR1 antagonist affects some
behaviors in the elevated plus maze
In our previous study, peripuberty stress was found to lead to
mild, though signiﬁcant, changes in the elevated plus maze
(Marquez et al., 2013). In contrast to Marquez et al., 2013, this study
involved daily injections during the peripuberty period on both
control and stress animals, which might have affected the pro-
gramming of certain anxiety-like behaviors, as results show a
tendency in the same direction that only reaches signiﬁcance in
some parameters (Fig. 3). For example, ANOVAs of the percent time
spent by the animals in each of the relevant compartments (i.e.,
center, closed or open arms) of the apparatus reveal a lack of sig-
niﬁcant effect for each of the factors (i.e., Stress and Drug) or their
interaction for all compartments (Fig. 3A; all p > 0.5), with a ten-
dency toward signiﬁcance for the Stress factor in the percent time
spent in the center [F (1, 31) ¼ 3.21, p ¼ 0.08]. Similar results are
obtained for the distance traveled in each of the compartments
(Fig. 3B), although for the distance movedwithin the center there is
a signiﬁcant Stress  Drug interaction [F (1, 31) ¼ 5.77, p < 0.05].
Post hoc analyses revealed that Stress-Vehicle animals spent less
time in the central compartment than Control-Vehicle onesFig. 3. Effects of NBI30775 injection from postnatal P43 to P49 on anxiety-like
behavior during elevated plus maze in adulthood. (A) Percentage of time spent in
various arms (center, closed arm and open arm). (B) Distance traveled in various arms
(center, closed arm and open arm). The results are expressed as mean  SEM;
*p < 0.05; #p < 0.1; N ¼ 9 for Control-Vehicle, Control-NBI30775, PPS-NBI30775 and 8
for PPS-Vehicle.(p < 0.05), with the difference between Stress-Vehicle and Stress-
NBI30775 groups showing a tendency toward signiﬁcance
(p< 0.1). Values from Stress-NBI30775 and Control-Vehicle animals
did not signiﬁcantly differ (n.s.). No differences between groups
were found in other parameters analyzed (e.g., transitions between
zones or total distance); these data are displayed in Table S3.
3.3. Post-stress treatment with the CRHR1 antagonist reverses
social deﬁcits induced by peripuberty stress
A two-way ANOVA on total duration of juvenile exploration
(Fig. 4) revealed a signiﬁcant effect for the Stress Drug interaction
[F (1, 31)¼ 7.64, p< 0.05], but not for each of the factors, Stress [F (1,
31) ¼ 0.32, n.s.] or Drug [F (1, 31) ¼ 0.08, n.s.] separately. Post hoc
analyses reveal that the Stress-Vehicle group spent signiﬁcantly
less time exploring the juvenile than did the Control-Vehicle
(p < 0.05) or the Stress-NBI30775 (p < 0.05) groups. Control ani-
mals treated with NBI30775 show a non-signiﬁcant trend to
explore juveniles less than controls treated with vehicle (p< 0.1). A
two-way ANOVA for total duration of object exploration indicated
no effect of Stress [F (1, 32) ¼ 0.15, n.s.], Drug [F (1, 32) ¼ 0.05, n.s.]
or Stress  Drug interaction [F (1, 32) ¼ 0.58, n.s.]. Therefore, the
results of this experiment suggest that administration of NBI30775
in peripuberty stress animals during a developmental period right
after peripuberty alleviates the long-term effects of stress on
sociability.
3.4. Post-stress treatment with the CRHR1 antagonist reverses
certain alterations induced by peripuberty stress in the forced swim
test
The forced swim test included two sessions on two consecutive
days (Fig. 5). On the ﬁrst day, a two-way ANOVA on the time spent
ﬂoating revealed signiﬁcant effect of Stress Drug interaction [F (1,
32) ¼ 9.74, p < 0.05], with no effect observed for Stress [F (1,
32) ¼ 1.63, n.s.] or Drug [F (1, 32) ¼ 2.60, n.s.] separately. Post hoc
analyses revealed that all experimental groups spent more time
ﬂoating than the Control-Vehicle group (all p < 0.05). On day 2, a
two-way ANOVA revealed signiﬁcant effects of the Drug [F (1,
32)¼ 5.93, p< 0.05] and StressDrug interaction [F (1, 32)¼ 13.30,
p < 0.05], while no effect for the Stress factor [F (1, 32) ¼ 0.93, n.s.]
was observed. Post hoc analyses revealed that ﬂoating duration in
the Stress-Vehicle groups is signiﬁcantly longer than in each of the
other experimental groups (all p < 0.05). Together, these results
indicate that NBI30775 treatment stems behavioral alterationsFig. 4. Effects of NBI30775 injection from P43 to P49 on social preference test in
adulthood. The graph shows the percent time of total juvenile exploration compared to
total object exploration. The results are expressed as mean  SEM. *p < 0.05; #p < 0.1;
N ¼ 9/group.
Fig. 5. Effects of NBI30775 treatment from P43 to P49 on depression-like behavior
during forced swim test in adulthood. The graph shows the percent time of ﬂoating for
day 1 and day 2. The results are expressed as mean  SEM. *p < 0.05; N ¼ 9/group.
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forced swim test, but not on the ﬁrst. In addition, the treatment on
its own, given to non-stressed animals during the peripuberty
period leads to a differential reaction to the forced swim challenge
as compared to vehicle-treated animals on the ﬁrst exposure to the
test.
4. Discussion
Existing evidence has identiﬁed alterations in the CRH system
accompanying certain psychopathologies (Holsboer and Ising,
2008; Binder and Nemeroff, 2010) such as anxiety and depres-
sion, linked to early life adversity (Coplan et al., 1996; Nemeroff,
2004; Avital and Richter-Levin, 2005; Schmidt et al., 2007; Heim
et al., 2008; Cordero et al., 2012). Although drug treatments tack-
ling CRHR1 have been envisioned as potentially promising anxio-
lytic and antidepressive drugs (Kunzel et al., 2003; Refojo and
Holsboer, 2009), recent evidence in rodents suggests that they
could also be effective in modifying not only actual pathological
manifestations at adulthood but also the developmental trajec-
tories linking early adversity to adult psychopathology. These ro-
dent studies showed that exposure to stress during the two ﬁrst
postnatal weeks leads to increased central CRH and CRHR1
expression, and altered a number of behaviors in tests of emotion
and cognition (Plotsky et al., 2005; Ivy et al., 2010;Wang et al., 2011,
2012). Importantly, they also found that some of the long-term
behavioral alterations could be reversed by inhibiting CRHR1
function (e.g., through CRHR1 antagonist treatment or conditional
forebrain CRHR1 knockout) in the developmental period occurring
immediately after early life stress (Ivy et al., 2010; Wang et al., 2011,
2012). So far, all those studies involved maternal stress during the
ﬁrst two postnatal weeks. Here, we show that exposure of rats to
stress during the peripubertal period e comprising juvenility and
puberty e is also effective in inducing long-lasting changes in the
expression levels of the Crhr1, but not Crhr2, gene in speciﬁc hip-
pocampus and amygdala subﬁelds. Moreover, we show that treat-
ment with the CRHR1 antagonist NBI30775 daily for 1 week (from
P43eP49) immediately following peripuberty stress exposure can
also be effective in reversing certain emotional and social behaviors
observed at adulthood in peripubertally stressed animals.
We found evidence for speciﬁc increases in Crhr1 mRNA in the
CA1 hippocampal subﬁeld and in the central amygdala in adult rats
that had been subjected to peripubertal stress, but no changes in
Crhr2. These data are in alignment with other studies showing the
modulation of the CRH system in response to early life stress across
species. For example, increased cerebrospinal ﬂuid (CSF) CRH
concentrations were found in adult humans (Heim et al., 2008),non-human primates (Coplan et al., 1996) and rodents (Plotsky
et al., 2005) that had been exposed to early life adversity and
trauma. While we ﬁnd no changes in Crhr2 expression in our study,
data from previous maternal stress studies in rodents yielded
mixed results regarding changes in the central expression of this
gene (Vazquez et al., 2003; Plotsky et al., 2005; Bravo et al., 2011). In
line with our ﬁndings, increased Crhr1 mRNA expression in the
amygdala (Bravo et al., 2011) and hippocampus (Fenoglio et al.,
2006; Ivy et al., 2010; O’Malley et al., 2011) was also found in
adult rodents subjected to maternal stress during the early post-
natal period. In addition, previous evidence focused in the dorsal
raphe nucleus identiﬁed juvenility and adolescence as periods of
vulnerability for the modulation of the CRH system by stress
(Lukkes et al., 2009). Interestingly, genetic studies in humans have
pointed to an interaction between genetic variants in the Crhr1
gene and childhood maltreatment on the development of psycho-
pathological alterations (Tyrka et al., 2009; Roy et al., 2012;
Guillaume et al., 2013). Recently, a study in rhesus monkeys has
shown that single nucleotide polymorphisms in the Crhr1 gene
affect both anxiety temperament and metabolic activity in the
anterior hippocampus and amygdala (Rogers et al., 2013). Inter-
estingly, our previous data have also highlighted changes in the
metabolic activity of hippocampus and amygdala in peripubertally
stressed rats (Toledo-Rodriguez et al., 2012; Marquez et al., 2013).
Furthermore, increasing CRH drive occurring speciﬁcally in the
central amygdala through lentiviral-induced neuropeptide over-
expressionwas also found to enhance anxiety-like (Flandreau et al.,
2012) and depression-like (Keen-Rhinehart et al., 2009) behaviors
in rats. Enhanced CRHR1 expression in the hippocampus has been
linked with impaired cognitive function induced by early life stress
(Fenoglio et al., 2006; Ivy et al., 2010).
We also found that treatment with the CRHR1 antagonist
NBI30775 during the week following exposure to peripuberty
stress prevented deﬁcits in social exploration and stress-coping
behaviors displayed by peripuberty stressed animals at adult-
hood. Reduced social exploration in rodents has been related to
both depressive-like (measured as a reduction in social interest and
lack of motivation) and anxiety-like (Nestler and Hyman, 2010;
Castro et al., 2012) behaviors. Peripuberty stressed animals
showed a reduction in their exploration of the juvenile conspeciﬁc
but no difference in the exploration of the object as compared to
controls was found, and NBI30775 treatment speciﬁcally reversed
the effects of stress on social exploration. These data ﬁt with
increasing evidence implicating the CRH system in the modulation
of social behavior (Hostetler and Ryabinin, 2013). For example,
pharmacological activation of CRHR1 centrally was found to
decrease social exploration in rats (Dunn and File, 1987; Campbell
et al., 2004; Gehlert et al., 2005), an effect that was also observed
when the amygdala was directly targeted (Sajdyk et al., 1999;
Gehlert et al., 2005; Spiga et al., 2006). In agreement with our
pharmacological data, prior evidence has also shown that antago-
nizing CRHR1 has no effect on social behaviors (in our study, the
antagonist led to a non-signiﬁcant reduction in social interaction)
but is effective in abolishing the deﬁcits induced by enhanced CRH
function on sociability (Sajdyk and Gehlert, 2000; Gehlert et al.,
2005). In this context, it should be noted that CRH antagonists
have been considered promising candidates for the treatment of
social phobia in humans (van Ameringen et al., 2000).
In the forced swim test, peripuberty stressed animals showed
increased ﬂoating on the second test session, an effect classically
interpreted as evidence for increased depression-like behavior
though, following (Lu et al., 2008), we refer here to the results of
this test as stress-coping behaviors. This effect was prevented by
NBI30775 treatment. These data are in good agreement with pre-
vious reports showing that enhanced CRH drive is associated with
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view see Binder and Nemeroff, 2010) and animals (Muller and
Wurst, 2004; Kolber et al., 2010); speciﬁcally, increasing CRH
drive in the central amygdala through lentiviral-induced neuro-
peptide overexpression was found to enhance ﬂoating behaviors in
the forced swim test (Keen-Rhinehart et al., 2009). Decreasing
CRHR1 levels produces antidepressant-like effects in animals as
treatment with CRHR1 antagonists has been reported to do in
humans (Zobel et al., 2000; Kunzel et al., 2003). It is worth noting,
however, that the behavioral data obtained on the ﬁrst session of
the forced swim test depicted a slightly different picture. While
enhanced ﬂoating was again observed in peripuberty stressed an-
imals, reinforcing their impaired stress-coping behaviors and/or
depression-like phenotype, this effect was not prevented by the
NBI30775 treatment. Moreover, NBI30775 treatment on its own
also led to increased ﬂoating behavior in this ﬁrst session. Studies
involving conditional forebrain CRHR1 knockout starting around
weaning have reported effects of this manipulation at adulthood
(Zobel et al., 2000; Kunzel et al., 2003), however, most studies
administering CRHR1 antagonists to control, non-stressed animals
during early life only reported mild and non-signiﬁcant behavioral
changes (Fenoglio et al., 2005; Ivy et al., 2010). Our ﬁndings, ob-
tained at a slightly different timing of drug administration (i.e.,
post-puberty or late adolescence instead of pre-weaning regimes
given in former studies) hint at the possibility that antagonizing
CRHR1 in control individuals during adolescence might affect their
developmental trajectory and in turn affect their subsequent
emotional behavior.
Our results therefore suggest an important role of the CRHR1
system in the translation of the peripuberty effects of stress on
adult behavioral alterations and highlight the potential of CRHR1
antagonists applied in the aftermath of stress to prevent the
emergence of psychopathological behaviors. However, the data
obtained in the elevated plus maze are not conclusive as the
anxiety-like phenotype induced by peripubertal stress in the cur-
rent study is much milder than in our former reports (Marquez
et al., 2013), and only manifested as changes in the animal’s
behavior in the central compartment of the maze. No signiﬁcant
effects were observed in the time they spent in the open arms,
which is classically considered as being the index for anxiety-like
behaviors. A possible explanation for the difference in the
strength of the anxiety-like phenotype between this and our
former studies is the fact that the current study involved recurrent
injections (also in controls) during the peripuberty period which
might have affected the animals’ development in the anxiety
domain, while no injections were performed in earlier studies.
Should the anxiety-like phenotype have emerged in peripuberty
stressed animals, our prediction would have been on the effec-
tiveness of the CRHR1 antagonist treatment as an anxiolytic (see
Post et al., 2005). This hypothesis is supported by evidence showing
that the increased anxiety-like behavior displayed at adulthood in
animals subjected to early life stress was prevented in conditional
forebrain CRHR1 knockout mice in which the gene deletion takes
place from the 3rde4th postnatal week (Wang et al., 2012). It
should also be noted that although our study did not address po-
tential long-term changes in gene expression induced by the
CRHR1 antagonist treatment, previous studies with the same
antagonist have shown changes in the expression levels of Crhr1 in
the amygdala, when administered to animals under basal condi-
tions (Post et al., 2005).
In conclusion, we show enduring changes in Crhr1 expression in
the hippocampal CA1 and the central amygdala of peripuberty
stressed animals accompanying behavioral alterations in sociability
and stress-coping behaviors. We also show that these behavioral
alterations are reversed by CRHR1 antagonist treatment transientlygiven in the aftermath of stress exposure, during adolescence. Our
data highlight peripuberty as a period of plasticity for the enduring
modulation of the CRHR1 system and support a growing body of
data implicating the CRHR1 system in the programming effects of
early life stress on psychopathology, for a review, see (Regev and
Baram, 2013).
Author contribution
Vandana Veenit is the lead author who performed the experi-
ments, analyzed the data and wrote the manuscript. Orbicia Riccio
carried out the PCR and did the analysis for gene expression study.
Carmen Sandi is the senior corresponding author and contributed
to the concept and design of all experiments, interpretation, wrote
manuscript and provided ﬁnancial support.
Conﬂict of interests
The authors declare that no conﬂict of interests exists.
Role of the funding source
This work was supported by grants from the Swiss National
Science Foundation (31003AB-135710 and the NCCR Synapsy), Oak
Foundation, and intramural funding from the EPFL.
Acknowledgments
We thank Céline Fournier, Olivia Zanoletti and Jocelyn Grosse for
excellent technical assistance and M. Isabel Cordero for helpful
discussions. We also thank Dr. Dimitri Grigoriadis, Neurocrine
Biosciences Inc., for the donation of the CRHR1 antagonist
NBI30775. This work was supported by grants from the Swiss Na-
tional Science Foundation (31003AB-135710 and the NCCR Syn-
apsy), Oak Foundation, and intramural funding from the EPFL.
Appendix A. Supplementary data
Supplementary data related to this article can be found at http://
dx.doi.org/10.1016/j.jpsychires.2014.02.015.
References
Arato M, Banki CM, Bissette G, Nemeroff CB. Elevated CSF CRF in suicide victims.
Biol Psychiatry 1989;25:355e9.
Avital A, Richter-Levin G. Exposure to juvenile stress exacerbates the behavioural
consequences of exposure to stress in the adult rat. Int J Neuropsychopharmacol
2005;8:163e73.
Binder EB, Nemeroff CB. The CRF system, stress, depression and anxiety-insights
from human genetic studies. Mol Psychiatry 2010;15:574e88.
Bravo JA, Dinan TG, Cryan JF. Alterations in the central CRF system of two different
rat models of comorbid depression and functional gastrointestinal disorders. Int
J Neuropsychopharmacol 2011;14:666e83.
Campbell BM, Morrison JL, Walker EL, Merchant KM. Differential regulation of
behavioral, genomic, and neuroendocrine responses by CRF infusions in rats.
Pharmacol Biochem Behav 2004;77:447e55.
Castro JE, Diessler S, Varea E, Marquez C, Larsen MH, Cordero MI, et al. Personality
traits in rats predict vulnerability and resilience to developing stress-induced
depression-like behaviors, HPA axis hyper-reactivity and brain changes in
pERK1/2 activity. Psychoneuroendocrinology 2012;37:1209e23.
Contarino A, Dellu F, Koob GF, Smith GW, Lee KF, Vale W, et al. Reduced anxiety-like
and cognitive performance in mice lacking the corticotropin-releasing factor
receptor 1. Brain Res 1999;835:1e9.
Coplan JD, Andrews MW, Rosenblum LA, Owens MJ, Friedman S, Gorman JM, et al.
Persistent elevations of cerebrospinal ﬂuid concentrations of corticotropin-
releasing factor in adult nonhuman primates exposed to early-life stressors:
implications for the pathophysiology of mood and anxiety disorders. Proc Natl
Acad Sci U S A 1996;93:1619e23.
Cordero MI, Poirier GL, Marquez C, Veenit V, Fontana X, Salehi B, et al. Evidence for
biological roots in the transgenerational transmission of intimate partner
violence. Transl Psychiatry 2012;2:e106.
V. Veenit et al. / Journal of Psychiatric Research 53 (2014) 1e7 7Dunn AJ, Berridge CW. Physiological and behavioral responses to corticotropin-
releasing factor administration: is CRF a mediator of anxiety or stress re-
sponses? Brain Res Brain Res Rev 1990;15:71e100.
Dunn AJ, File SE. Corticotropin-releasing factor has an anxiogenic action in the
social interaction test. Horm Behav 1987;21:193e202.
Fenoglio KA, Brunson KL, Avishai-Eliner S, Stone BA, Kapadia BJ, Baram TZ.
Enduring, handling-evoked enhancement of hippocampal memory function
and glucocorticoid receptor expression involves activation of the corticotropin-
releasing factor type 1 receptor. Endocrinology 2005;146:4090e6.
Fenoglio KA, Brunson KL, Baram TZ. Hippocampal neuroplasticity induced by early-
life stress: functional and molecular aspects. Front Neuroendocrinol 2006;27:
180e92.
Flandreau EI, Ressler KJ, Owens MJ, Nemeroff CB. Chronic overexpression of
corticotropin-releasing factor from the central amygdala produces HPA axis
hyperactivity and behavioral anxiety associated with gene-expression changes
in the hippocampus and paraventricular nucleus of the hypothalamus. Psy-
choneuroendocrinology 2012;37:27e38.
Gehlert DR, Shekhar A, Morin SM, Hipskind PA, Zink C, Gackenheimer SL, et al.
Stress and central urocortin increase anxiety-like behavior in the social inter-
action test via the CRF1 receptor. Eur J Pharmacol 2005;509:145e53.
Guillaume S, Perroud N, Jollant F, Jaussent I, Olie E, Malafosse A, et al. HPA axis
genes may modulate the effect of childhood adversities on decision-making in
suicide attempters. J Psychiatr Res 2013;47:259e65.
Heim C, Nemeroff CB. The role of childhood trauma in the neurobiology of mood
and anxiety disorders: preclinical and clinical studies. Biol Psychiatry 2001;49:
1023e39.
Heim C, Newport DJ, Mletzko T, Miller AH, Nemeroff CB. The link between child-
hood trauma and depression: insights from HPA axis studies in humans. Psy-
choneuroendocrinology 2008;33:693e710.
Holsboer F, Ising M. Central CRH system in depression and anxiety e evidence from
clinical studies with CRH1 receptor antagonists. Eur J Pharmacol 2008;583:
350e7.
Hostetler CM, Ryabinin AE. The CRF system and social behavior: a review. Front
Neurosci 2013;7:92.
Ivy AS, Rex CS, Chen Y, Dube C, Maras PM, Grigoriadis DE, et al. Hippocampal
dysfunction and cognitive impairments provoked by chronic early-life stress
involve excessive activation of CRH receptors. J Neurosci 2010;30:13005e15.
Keck ME, Welt T, Wigger A, Renner U, Engelmann M, Holsboer F, et al. The anxiolytic
effect of the CRH(1) receptor antagonist R121919 depends on innate emotion-
ality in rats. Eur J Neurosci 2001;13:373e80.
Keen-Rhinehart E, Michopoulos V, Toufexis DJ, Martin EI, Nair H, Ressler KJ, et al.
Continuous expression of corticotropin-releasing factor in the central nucleus
of the amygdala emulates the dysregulation of the stress and reproductive axes.
Mol Psychiatry 2009;14:37e50.
Kolber BJ, Boyle MP, Wieczorek L, Kelley CL, Onwuzurike CC, Nettles SA, et al.
Transient early-life forebrain corticotropin-releasing hormone elevation causes
long-lasting anxiogenic and despair-like changes in mice. J Neurosci 2010;30:
2571e81.
Kunzel HE, Zobel AW, Nickel T, Ackl N, Uhr M, Sonntag A, et al. Treatment of
depression with the CRH-1-receptor antagonist R121919: endocrine changes
and side effects. J Psychiatr Res 2003;37:525e33.
Lancel M, Muller-Preuss P, Wigger A, Landgraf R, Holsboer F. The CRH1 receptor
antagonist R121919 attenuates stress-elicited sleep disturbances in rats,
particularly in those with high innate anxiety. J Psychiatr Res 2002;36:197e208.
Livak KJ, Schmittgen TD. Analysis of relative gene expression data using real-time
quantitative PCR and the 2(-Delta Delta C(T)) method. Methods 2001;25:
402e8.
Lu A, Steiner MA, Whittle N, Vogl AM, Walser SM, Ableitner M, et al. Conditional
mouse mutants highlight mechanisms of corticotropin-releasing hormone ef-
fects on stress-coping behavior. Mol Psychiatry 2008;13:1028e42.
Lukkes JL, Watt MJ, Lowry CA, Forster GL. Consequences of post-weaning social
isolation on anxiety behavior and related neural circuits in rodents. Front Behav
Neurosci 2009;3:18.
Marquez C, Poirier GL, Cordero MI, Larsen MH, Groner A, Marquis J, et al. Peri-
puberty stress leads to abnormal aggression, altered amygdala and orbitofrontal
reactivity and increased prefrontal MAOA gene expression. Transl Psychiatry
2013;3:e216.
Mathew SJ, Price RB, Charney DS. Recent advances in the neurobiology of anxiety
disorders: implications for novel therapeutics. Am J Med Genet C: Semin Med
Genet 2008;148C:89e98.
Moy SS, Nadler JJ, Perez A, Barbaro RP, Johns JM, Magnuson TR, et al. Sociability and
preference for social novelty in ﬁve inbred strains: an approach to assess
autistic-like behavior in mice. Genes Brain Behav 2004;3:287e302.
Muller MB, Wurst W. Getting closer to affective disorders: the role of CRH receptor
systems. Trends Mol Med 2004;10:409e15.
Muller MB, Zimmermann S, Sillaber I, Hagemeyer TP, Deussing JM, Timpl P, et al.
Limbic corticotropin-releasing hormone receptor 1 mediates anxiety-related
behavior and hormonal adaptation to stress. Nat Neurosci 2003;6:1100e7.
Nemeroff CC. Early-life adversity, CRF dysregulation, and vulnerability to mood and
anxiety disorders. Psychopharmacol Bull 2004;38:14e20.
Nestler EJ, Hyman SE. Animal models of neuropsychiatric disorders. Nat Neurosci
2010;13:1161e9.
O’Malley D, Dinan TG, Cryan JF. Neonatal maternal separation in the rat impacts on
the stress responsivity of central corticotropin-releasing factor receptors in
adulthood. Psychopharmacology 2011;214:221e9.Pellow S, File SE. Anxiolytic and anxiogenic drug effects on exploratory activity in
an elevated plus-maze: a novel test of anxiety in the rat. Pharmacol Biochem
Behav 1986;24:525e9.
Plotsky PM, Thrivikraman KV, Nemeroff CB, Caldji C, Sharma S, Meaney MJ. Long-
term consequences of neonatal rearing on central corticotropin-releasing
factor systems in adult male rat offspring. Neuropsychopharmacology
2005;30:2192e204.
Porsolt RD, Bertin A, Jalfre M. Behavioral despair in mice: a primary screening test
for antidepressants. Arch Int Pharmocodyn Thér 1977;229:327e36.
Post A, Ohl F, Almeida OF, Binder EB, Rucker M, Welt S, et al. Identiﬁcation of
molecules potentially involved in mediating the in vivo actions of the
corticotropin-releasing hormone receptor 1 antagonist, NBI30775 (R121919).
Psychopharmacology 2005;180:150e8.
Refojo D, Holsboer F. CRH signaling. Molecular speciﬁcity for drug targeting in the
CNS. Ann New York Acad Sci 2009;1179:106e19.
Regev L, Baram TZ. Corticotropin releasing factor in neuroplasticity. Front Neuro-
endocrinol; 2013 (in press), http://dx.doi.org/10.1016/j.yfrne.2013.10.001.
Risbrough VB, Stein MB. Role of corticotropin releasing factor in anxiety disorders: a
translational research perspective. Hormones Behav 2006;50:550e61.
Rogers J, Raveendran M, Fawcett GL, Fox AS, Shelton SE, Oler JA, et al. CRHR1 ge-
notypes, neural circuits and the diathesis for anxiety and depression. Mol
Psychiatry 2013;18:700e7.
Romeo RD. Adolescence: a central event in shaping stress reactivity. Dev Psychobiol
2010;52:244e53.
Roy A, Hodgkinson CA, Deluca V, Goldman D, Enoch MA. Two HPA axis genes,
CRHBP and FKBP5, interact with childhood trauma to increase the risk for
suicidal behavior. J Psychiatric Res 2012;46:72e9.
Sajdyk TJ, Gehlert DR. Astressin, a corticotropin releasing factor antagonist, reverses
the anxiogenic effects of urocortin when administered into the basolateral
amygdala. Brain Res 2000;877:226e34.
Sajdyk TJ, Schober DA, Gehlert DR, Shekhar A. Role of corticotropin-releasing factor
and urocortin within the basolateral amygdala of rats in anxiety and panic
responses. Behav Brain Res 1999;100:207e15.
Sandi C, Cordero MI, Ugolini A, Varea E, Caberlotto L, Large CH. Chronic stress-
induced alterations in amygdala responsiveness and behavioremodulation by
trait anxiety and corticotropin-releasing factor systems. Eur J Neurosci 2008;28:
1836e48.
Schmidt MV, Sterlemann V, Ganea K, Liebl C, Alam S, Harbich D, et al. Persistent
neuroendocrine and behavioral effects of a novel, etiologically relevant mouse
paradigm for chronic social stress during adolescence. Psychoneur-
oendocrinology 2007;32:417e29.
Spear LP. Heightened stress responsivity and emotional reactivity during pubertal
maturation: Implications for psychopathology. Dev Psychopathol 2009;21:87e
97.
Spiga F, Lightman SL, Shekhar A, Lowry CA. Injections of urocortin 1 into the
basolateral amygdala induce anxiety-like behavior and c-Fos expression in
brainstem serotonergic neurons. Neuroscience 2006;138:1265e76.
Steckler T, Holsboer F. Corticotropin-releasing hormone receptor subtypes and
emotion. Biol Psychiatry 1999;46:1480e508.
Todorovic C, Jahn O, Tezval H, Hippel C, Spiess J. The role of CRF receptors in anxiety
and depression: implications of the novel CRF1 agonist cortagine. Neurosci
Biobehav Rev 2005;29:1323e33.
Toledo-Rodriguez M, Pitiot A, Paus T, Sandi C. Stress during puberty boosts
metabolic activation associated with fear-extinction learning in hippocampus,
basal amygdala and cingulate cortex. Neurobiol Learn Mem 2012;98:93e101.
Toledo-Rodriguez M, Sandi C. Stress during adolescence increases novelty
seeking and risk-taking behavior in male and female rats. Front Behav
Neurosci 2011;5:17.
Tyrka AR, Price LH, Gelernter J, Schepker C, Anderson GM, Carpenter LL. Interaction
of childhood maltreatment with the corticotropin-releasing hormone receptor
gene: effects on hypothalamic-pituitary-adrenal axis reactivity. Biol Psychiatry
2009;66:681e5.
van Ameringen M, Mancini C, Farvolden P, Oakman J. Drugs in development for
social anxiety disorder: more to social anxiety than meets the SSRI. Expert Opin
Investig Drugs 2000;9:2215e31.
Vazquez DM, Eskandari R, Phelka A, Lopez JF. Impact of maternal deprivation on
brain corticotropin-releasing hormone circuits: prevention of CRH receptor-2
mRNA changes by desipramine treatment. Neuropsychopharmacology
2003;28:898e909.
Wang XD, Labermaier C, Holsboer F, Wurst W, Deussing JM, Muller MB, et al. Early-
life stress-induced anxiety-related behavior in adult mice partially requires
forebrain corticotropin-releasing hormone receptor 1. Eur J Neurosci 2012;36:
2360e7.
Wang XD, Rammes G, Kraev I, Wolf M, Liebl C, Scharf SH, et al. Forebrain CRF(1)
modulates early-life stress-programmed cognitive deﬁcits. J Neurosci 2011;31:
13625e34.
Watt MJ, Burke AR, Renner KJ, Forster GL. Adolescent male rats exposed to social
defeat exhibit altered anxiety behavior and limbic monoamines as adults. Behav
Neurosci 2009;123:564e76.
Zobel AW, Nickel T, Kunzel HE, Ackl N, Sonntag A, Ising M, et al. Effects of the
high-afﬁnity corticotropin-releasing hormone receptor 1 antagonist R121919
in major depression: the ﬁrst 20 patients treated. J Psychiatr Res 2000;34:
171e81.
